Restricted Gene Flow among Hospital Subpopulations of Enterococcus faecium by Willems, Rob J. L. et al.
 
Restricted Gene Flow among Hospital Subpopulations of
Enterococcus faecium
 
 
(Article begins on next page)
The Harvard community has made this article openly
available.
Please share how this access benefits you. Your story
matters.
Citation Willems, Rob J. L., Janetta Top, Willem van Schaik, Helen
Leavis, Marc Bonten, Jukka Sirén, William P. Hanage, and
Jukka Corander. 2012. Restricted gene flow among hospital
subpopulations of Enterococcus faecium. mBio 3(4): e00151-
12.
Published Version doi:10.1128/mBio.00151-12
Accessed February 19, 2015 10:48:31 AM EST
Citable Link http://nrs.harvard.edu/urn-3:HUL.InstRepos:10576616
Terms of Use This article was downloaded from Harvard University's DASH
repository, and is made available under the terms and
conditions applicable to Other Posted Material, as set forth at
http://nrs.harvard.edu/urn-3:HUL.InstRepos:dash.current.terms-
of-use#LAARestricted Gene Flow among Hospital Subpopulations of Enterococcus
faecium
Rob J. L. Willems,a Janetta Top,a Willem van Schaik,a Helen Leavis,a Marc Bonten,a Jukka Sirén,b William P. Hanage,c and
Jukka Coranderb
Department of Medical Microbiology, University Medical Center Utrecht, Utrecht, The Netherlandsa; Department of Mathematics and Statistics, University of Helsinki,
Helsinki, Finlandb; and Center for Communicable Disease Dynamics, Department of Epidemiology, Harvard School of Public Health, Boston, Massachusetts, USAc
ABSTRACT Enterococcus faecium has recently emerged as an important multiresistant nosocomial pathogen. Deﬁning population
structureinthisspeciesisrequiredtoprovideinsightintotheexistence,distribution,anddynamicsofspeciﬁcmultiresistantor
pathogenic lineages in particular environments, like the hospital. Here, we probe the population structure of E. faecium using
Bayesian-basedpopulationgeneticmodelingimplementedinBayesianAnalysisofPopulationStructure(BAPS)software.The
analysis involved 1,720 isolates belonging to 519 sequence types (STs) (491 for E. faecium and 28 for Enterococcus faecalis).
E. faecium isolates grouped into 13 BAPS (sub)groups, but the large majority (80%) of nosocomial isolates clustered in two sub-
groups(2-1and3-3).PhylogeneticandeBURSTanalysisofBAPSgroups2and3conﬁrmedtheexistenceofthreeseparatehospi-
tallineages(17,18,and78),highlightingdifferentevolutionarytrajectoriesforBAPS2-1(lineage78)and3-3(lineage17and
lineage 18) isolates. Phylogenomic analysis of 29 E. faecium isolates showed agreement between BAPS assignment of STs and
theirrelativepositionsinthephylogenetictree.Oddsratiocalculationconﬁrmedthesigniﬁcantassociationbetweenhospital
isolateswithBAPS3-3andlineages17,18,and78.Admixtureanalysisshowedascarcenumberofrecombinationeventsbetween
the different BAPS groups. For the E. faecium hospital population, we propose an evolutionary model in which strains with a
highpropensitytocolonizeandinfecthospitalizedpatientsarisethroughhorizontalgenetransfer.Onceadaptedtothedistinct
hospitalniche,thissubpopulationbecomesisolated,andrecombinationwithotherpopulationsdeclines.
IMPORTANCE Multiresistant Enterococcus faecium has become one of the most important nosocomial pathogens, causing in-
creasingnumbersofnosocomialinfectionsworldwide.Here,weusedBayesianpopulationgeneticanalysistoidentifygroupsof
related E. faecium strains and show a signiﬁcant association of hospital and farm animal isolates to different genetic groups. We
alsofoundthathospitalisolatescouldbedividedintothreelineagesoriginatingfromsequencetypes(STs)17,18,and78.We
proposethat,drivenbytheselectivepressureinhospitals,thethreehospitallineageshavearisenthroughhorizontalgenetrans-
fer,butonceadaptedtothedistinctpathogenicniche,thispopulationhasbecomeisolatedandrecombinationwithotherpopu-
lations declines. Elucidation of the population structure is a prerequisite for effective control of multiresistant E. faecium since it
provides insight into the processes that have led to the progressive change of E. faecium from an innocent commensal to a multi-
resistanthospital-adaptedpathogen.
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I
n the past two decades, Enterococcus faecium has become recog-
nized as an important nosocomial pathogen. Up to the 1980s,
the large majority of enterococcal hospital-associated infections
(HAI) were caused by Enterococcus faecalis, but since the begin-
ningofthe1990s,theproportionofHAIcausedbyE.faeciumhas
increasedandhasnowalmostreachedparitywiththatofE.faeca-
lis (1). One proposed reason for this changing epidemiology is
that, in comparison with E. faecalis, E. faecium shows relatively
high rates of resistance against important antibiotics, including
ampicillinandvancomycin.Inaddition,studiesofthepopulation
biology of E. faecium using multilocus sequence typing (MLST)
data have revealed the existence of a distinct genetic subpopula-
tion associated with nosocomial epidemics. This subpopulation
has been designated lineage C1 (2) and was later renamed clonal
complex 17 (CC17) on the basis of eBURST (3) analysis of MLST
data (4, 5).
CC17 has been recognized as a successful hospital-associated
E. faecium (HA E. faecium) clonal complex, exhibiting high-level
vancomycin, ampicillin, and quinolone resistance, although in
most European countries CC17 remained primarily vancomycin
susceptible (4, 6, 7, 8, 9, 10, 11, 12, 13). However, in addition to
this distinct resistance proﬁle, genome-wide analyses have shown
that HA E. faecium strains have a genetic repertoire distinct from
that of E. faecium strains that asymptomatically colonize the gas-
trointestinal (GI) tract of humans and animals in the community
(14, 15). This distinct genetic repertoire includes cell surface pro-
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virulence determinant (8, 10, 16, 17, 18, 19, 20, 21, 22, 23);
genomic islands tentatively encoding novel metabolic pathways
(24); and insertion sequence elements (14). It is now considered
that these determinants may be adaptive elements that have im-
proved the relative ﬁtness of this HA E. faecium subpopulation in
the hospital environment (5, 9, 25, 26).
Despite the clear importance of CC17 as the main genetic sub-
population, including hospital isolates, its precise phylogenetic
status remains uncertain. Analyses of the population structure of
E. faecium indicate that this species undergoes a high rate of ho-
mologous recombination (4, 27). High recombination rates can
leadtoerrorinphylogeneticanalyses.Thisisespeciallytrueifonly
a small portion of the genome is interrogated. In the case of the
eBURST approach used to deﬁne CC17, a consequence of large
amountsofrecombinationisthespuriousgroupingofdiverseand
distinct lineages into a single clonal complex. It has previously
been suggested (28) that phylogenetic reconstructions of E. fae-
cium are vulnerable to such errors. Analyses using alternative
methods to eBURST suggest this may be the case, with the con-
stituentlineagesofCC17(sequencetypes[STs]17,18,78,and80)
representing distinct genetic lineages of which the relationships
betweencannotbeconﬁdentlyassigned(5,26,27).Togetherwith
the observation that whole genome sequences of two CC17 iso-
lates (E1162 [ST17] and U0317 [ST78]) differ substantially in
gene content (15), this strongly indicates that HA E. faecium may
not have evolved from a single founder (i.e., ST17) and that, con-
sequently, CC17 as presently identiﬁed may not exist but is an
artifact of the assumptions embedded within the eBURST algo-
rithm.
An alternative approach to eBURST is an analysis of genetic
population structure, with the power to combine the identiﬁca-
tionofdeepbranchinglineagesandrecombinationbetweenthem.
This can be done using Bayesian Analysis of Population Structure
(BAPS) software (29, 30, 31). Unlike approaches such as eBURST
(3), BAPS does not attempt to retrieve phylogenetic information
orimplementaphylogeneticmodelofclusteringbutratherusesa
statisticalgeneticmodeltopartitionmolecularvariationbasedon
both clonal ancestry and recombination patterns as identiﬁed
fromDNAsequencedata.Thisapproachhasrecentlybeenusedto
probe genetic population structure in Streptococcus pneumoniae
(32), Escherichia coli (33), Campylobacter coli, Campylobacter je-
juni(34,35),andNeisseriaspp.(36)andhasbeenshowntobeable
to detect structure even in highly recombinogenic populations.
Here,weusedBAPStoidentifygroupsofrelatedE.faeciumstrains
and show a signiﬁcant association of hospital and farm animal
isolates to different BAPS groups. We suggest that hospital-
associatedlineagescontainedindifferentBAPSgroupshave,how-
ever, acquired similar adaptive elements.
RESULTS
BAPS-basedgeneticstructureintheE.faeciumpopulation.The
data set used for our analysis consisted of 519 distinct STs, of
which 491 were found among 1,720 E. faecium isolates and the
remaining 28 STs in 29 E. faecalis isolates. The eBURST analysis
based on the 491 E. faecium STs yielded 19 eBURST groups and
101 singletons (STs not part of an eBURST group or clonal com-
plex) (Fig. 1). The largest eBURST group included 329 (67%) of
the STs and 1,459 (85%) of the isolates, indicating that eBURST
might be unreliable in estimating relatedness in this large straggly
E. faecium group.
To gain an alternative perspective on E. faecium population
structure,weusedaBayesianpopulationgeneticmodeltoidentify
clusterscharacterizedbydifferentallelefrequenciesbasedonmul-
tilocus DNA sequences (31). The 519 STs were partitioned into 7
groups, of which groups 1 to 6 included the E. faecium isolates,
while BAPS group 7 was entirely composed of E. faecalis isolates
(Table 1). BAPS groups 2 and 3 represented the majority of the
sample, containing 227 (44%) and 190 (40%) of the STs and 829
(47%) and 784 (45%) of the isolates, respectively (Table 1). It is
known that in Bayesian model-based analysis, ﬁne distinctions
betweencloselyrelatedclusterscanbeobscuredbythepresenceof
relatively distant clusters in the data, which produce a large
amount of signal and consequently render smaller signals of dif-
ference insigniﬁcant (see, e.g., the discussion in the work of
Marttinen et al. [37]). As a result, BAPS groups 2 and 3 were each
individually analyzed using BAPS. This nested analysis strategy
was implemented to provide greater resolution of population
structure in these groups. The results showed four subgroups of
BAPS group 2 (BAPS 2-1 to 2-4) and ﬁve subgroups of BAPS
group 3 (BAPS 3-1 to 3-5) (Table 1). The nested analysis thus
ﬁnally subdivided the E. faecium population into 13 distinct sub-
populations and one E. faecalis BAPS group 7. Given the smaller
sizes of the subgroups emerging in the second stage of clustering
compared to the initial analysis, it is not feasible to split these
subgroups even further by successively repeating the clustering
procedure, as there will not be enough variation in the data to
reliably infer the underlying groups.
Distribution of E. faecium isolates among BAPS
(sub)groups.TwoBAPSgroups(2-1,3-3)containedthemajority
(80%) of isolates from hospitalized patients (Table 1). However,
BAPS2-1alsocontainedalargenumberofanimal-relatedisolates,
in contrast with BAPS 3-3.
To assess signiﬁcance of associations between BAPS groups
and isolate sources, odds ratios (ORs) were calculated. This re-
vealed a signiﬁcant association of hospital and farm animal iso-
lates to different BAPS groups. Strikingly, BAPS group 3-3 was
positively associated with isolates retrieved from hospitalized pa-
tients, whereas hospital isolates were negatively associated with
BAPS groups 1, 2-1, 2-3, 3-2, and 3-4. In turn, isolates from farm
animals were signiﬁcantly associated with BAPS groups 2-1, 2-3,
2-4,3-2,and5andnegativelyassociatedwithBAPSgroup3-3(see
Table 2). To examine whether sampling bias could inﬂuence re-
sults by inﬂating the numbers of individual STs, ORs were calcu-
lated based on a single example of each ST. The results conﬁrmed
positive association of BAPS 3-3 with hospitalized patients and
BAPS 2-1 and 2-4 with farm animals and negative association of
BAPS 2-1 and 3-2 with hospitalized patients and BAPS 3-3 with
farm animals (see Table S2 in the supplemental material).
STs 17, 18, and 78 are important nodes in the previously de-
scribed CC17, a globally distributed clonal complex identiﬁed by
eBURST analysis (Fig. 1). To correct for erroneous linkage intro-
ducedbyeBURSTinorganismslikeE.faecium,whichhaveahigh
recombination-to-mutation ratio (28), we have divided CC17
into lineages arising from each of the subfounder STs (shown in
Fig. 1), namely, STs 17, 18, and 78. Two of these (STs 17 and 18,
together with descendant STs) are included in BAPS 3-3, which
has the strongest and most signiﬁcant association with hospital-
associatedisolatesamongallthesegroups.eBURSTanalysisofSTs
Willems et al.
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3-3, revealed coclustering of STs representing the majority of
hospital-associatedE.faeciumisolates(881;74%)intothreemajor
lineages: lineage 78 (364 isolates; 42 STs) in BAPS 2-1 and lineage
17 (328 isolates; 35 STs) and lineage 18 (189 isolates; 26 ST) in
BAPS 3-3 (see Fig. S1 and S2 in the supplemental material). ORs
FIG 1 eBURST-based population snapshot of E. faecium based on 519 STs representing 1,749 isolates contained in the online E. faecium MLST database
(http://efaecium.mlst.net). STs belonging to lineages 17, 18, and 78 are color coded in blue, red, and yellow, respectively.
TABLE 1 Distribution of STs and isolates among BAPS subpopulations
BAPS
group
BAPS
subgroup
No.
of STs
No. of E. faecium isolates from: No.
of E. faecalis
isolates
Total
no. of isolates
Hospital
patients
Nonhospital
persons Pets Pigs Poultry Calves Othera Unknown
1 53 36 12 0 10 0 0 11 14 0 83
2 1 148 403 18 71 34 97 0 20 30 0 673
21 1 0 0 0 0 0 0 0 0 1
3 63 74 9 7 7 3 17 6 5 0 128
41 5 1 5 0 1 1 3 0 5 2 0 2 7
3 1 44 53 6 7 8 1 0 8 3 0 86
21 7 1 3 9 4 1 4 1 0 1 6 0 4 8
3 104 547 10 8 6 12 3 8 10 0 604
44 2 4 0 1 0 0 0 0 0 7
52 1 2 1 1 9 0 4 0 2 2 0 3 9
49 6 1 0 0 0 0 1 1 0 9
59 5 0 0 2 2 0 0 1 0 1 0
63 4 0 0 0 0 0 0 1 0 5
72 8 0 0 0 0 0 0 0 0 2 9 2 9
Total 519 1,180 70 107 83 123 20 62 75 29 1,749
a Includes animal food products (n  29), other animal isolates, or isolates from nonspeciﬁed animals (n  8) and environmental isolates (n  25).
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hospitalisolatesandasigniﬁcantnegativeassociationwithisolates
from farm animals and meat products (Table 2; see also Table S2
in the supplemental material).
Comparison of BAPS-based grouping and whole-genome
phylogenomics. BAPS grouping is based on the concatenated se-
quences of the seven MLST housekeeping genes, which consist of
3,463bpofDNAsequence.Toexaminewhetherthegroupingswe
ﬁnd are concordant with those based on a larger fraction of the
genome,weconstructedaphylogenetictreebasedon299ortholo-
gousproteinsrepresenting64,555aminoacidscontainedinthe29
E. faecium strains for which a genome sequence is available. The
phylogenomicsanalysisshowedagreementbetweenBAPSassign-
ment of STs and their relative position in the phylogenetic tree
(Fig. 2). Isolates belonging to BAPS 1 clustered far from BAPS 2
and3isolates,anddistinctgroupsofisolatescorrespondingtothe
BAPS2-1and3-3subgroupswereobserved.Thissuggeststhatthe
groupings identiﬁed by BAPS analysis of MLST loci reﬂect a deep
phylogenetic structure that is also apparent in larger samples of
loci and hints toward functional differences between the sub-
groups.Thephylogenomictreesuggestsonemonophyleticgroup
consisting of isolates belonging to the three hospital-adapted lin-
eages 17, 18, and 78. However, despite the increased amounts of
dataavailablefortheconstructionofthephylogenomictreeinFig.
2, it must be treated with caution, because sample size and the
samplingframeforFig.2ismarkedlydifferentfromthatavailable
for MLST data. A neighbor-joining tree based on concatenated
alignments of MLST gene sequences contained in the two largest
BAPS (sub)groups, BAPS 2 and BAPS 3, clearly indicate phyloge-
netic diversity between BAPS 2 (lineage 78) and BAPS 3 (lineages
17 and 18) (see Fig. S3 in the supplemental material).
Evolution of the hospital-associated E. faecium population.
The fact that animals, speciﬁcally poultry and pet animals, are
signiﬁcantly associated with BAPS 2-1 and hospital-associated
isolates with BAPS 3-3 suggests a distinction between these two
habitats. However, approximately a third (31%) of isolates from
hospitalized patients, including the major hospital lineage 78, co-
cluster with isolates from animal sources in BAPS 2-1 (Table 1).
We interpret this as evidence that this subset of hospital-
associatedisolateshasemergedseparatelyfromhospitalisolatesin
BAPS 3-3 and has a distinct evolutionary history.
Further examination of the constituent lineages of CC17 (i.e.,
lineages 17 and 18 in BAPS groups 3-3 and lineage 78 in 2-1)
suggests that other important clinical features, such as ampicillin
resistance and the presence of the esp virulence factor, which is
implicated in bioﬁlm formation, urinary tract infections, and en-
docarditis (17, 22, 23), are common. The esp gene is recorded as
presentin73%and72%ofhospitalisolatesinlineage17(n248)
TABLE 2 Associations between E. faecium isolates from hospitalized patients and farm animals with BAPS groups and lineages
Source BAPS group Lineage No. of isolates from source Total no. of isolatesa ORsc 95% CI
Hospitalized patients 1 36 69 0.41 0.254–0.669
2-1 allSTs 403 643 0.49 0.391–0.605
2-1 78 364 453 1.89 1.45–2.449
2-2 1 1 ND
2-3 74 123 0.57 0.389–0.829
2-4 15 25 0.59 0.261–1.314
3-1 53 83 0.68 0.43–1.082
3-2 13 42 0.17 0.086– 0.325
3-3 allSTs 547 594 7.69 5.567–10.61
3-3 17 329 342 13.44 7.633–23.67
3-3 18 190 196 14.69 6.465–33.341
3-4 2 7 0.16 0.03–0.808
3-5 21 37 0.51 0.263–0.983
4 6 8 1.18 0.238–5.883
5 5 9 0.49 0.131–1.834
64 4 N D
Farm animalsb 1 14 69 1.54 0.743–2.477
2-1 allSTs 144 643 2.14 1.64–2.795
2-1 78 4 453 0.03 0.012–0.087
2-2 0 1 ND
2-3 30 123 1.79 1.156–2.756
2-4 9 25 3.03 1.322–6.921
3-1 13 83 0.98 0.531–1.789
3-2 16 42 3.38 1.786–6.39
3-3 allSTs 26 594 0.16 0.103–0.239
3-3 17 2 342 0.02 0.006– 0.095
3-3 18 2 196 0.05 0.012–0.19
3-4 1 7 0.88 0.105–7.301
3-5 6 37 1.02 0.42–2.463
40 8 N D
5 4 9 4.25 1.135–15.945
60 4 N D
a E. faecium isolates in the source categories of hospitalized patients, farm animals, and other sources. Isolates from unknown sources were not included. In total, 1,645 isolates
were included in the analysis.
b Pigs, poultry, veal calves, meat, and milk products.
c ORs indicate signiﬁcance of association between E. faecium source categories and BAPS (sub)group and lineage. ND, not done.
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lineage 18 isolates (n  154) are recorded as having this gene
present, which compares with 18% in the remainder of the popu-
lation for which esp presence or absence was recorded (n  404
isolates). The other feature that is present at increased frequency
in all three hospital-associated lineages is ampicillin resistance,
which is practically ubiquitous among lineage 17, 18, and 78 hos-
pital isolates (more than 98% of isolates belonging to one of these
threelineagesareresistant)but,incontrast,islessfrequentamong
the rest of the data set (35%). In a previous publication, using a
mixed whole-genome array, we identiﬁed additional genes that
wereenrichedamonghospitalisolates(14).Fivegenesthatranked
highest as genes predictive for hospital isolates in a character evo-
lution analysis in this previous study were also enriched among
lineage 17, 18, and 78 hospital isolates (63 to 100%), while being
relatively rare among the remainder of the E. faecium population
(10 to 30%) (see Table S3 in the supplemental material). Also,
SgrA, a nidogen-binding LPXTG surface adhesion implicated in
bioﬁlm formation, and EcbA, a collagen binding MSCRAMM
(21), are signiﬁcantly enriched among isolates belonging to the
three hospital lineages as well as a genomic island tentatively en-
coding a metabolic pathway involved in carbohydrate transport
and metabolism (24) (see Table S3). We propose that the enrich-
mentofespintwoofthehospital-adaptedlineages,whichinclude
BAPSgroups3-3and2-1,isaresultofseparateacquisitionleading
to selection in hospitals and that the same applies to ampicillin
resistance and the seven additional genes and the genomic island.
AdmixtureanalysisandgeneﬂownetworksinE.faeciumand
between E. faecium and E. faecalis. The BAPS program was used
to identify cases of admixture in which genotypes (STs) contain
sequences characteristic of more than one subpopulation. For
BAPS groups 2 and 3, the vast majority of genotypes have se-
FIG 2 Minimum evolution tree based on the concatenated alignments of 299 orthologous proteins conserved in draft genome sequences of 29 E. faecium
isolates.Bootstrapvaluesareindicatedandarebasedon1,000permutations.StraincodesareindicatedaswellasST,BAPSgroup,andlineagebasedontheirST.
Accession numbers: E. faecium 1231408, GenBank NZ_ACBB00000000; E. faecium 1231501, GenBank NZ_ACAY00000000; E. faecium TX0133A, GenBank
NZ_AECH00000000; E. faecium TX0082, GenBank NZ_AEBU00000000; E. faecium C68, GenBank NZ_ACJQ00000000; E. faecium 1231410, GenBank
NZ_ACBA00000000; E. faecium 1230933, GenBank NZ_ACAS00000000; E. faecium E4453, GenBank AEDZ00000000; E. faecium 1231502, GenBank NZ_A-
CAX00000000; E. faecium E4452, GenBank AEOU00000000; E. faecium D344, GenBank NZ_ACZZ00000000; E. faecium TC6, GenBank NZ_ACOB00000000;
E. faecium Com15, GenBank NZ_ACBD00000000; E. faecium 1141733, GenBank NZ_ACAZ00000000; E. faecium PC4.1, GenBank NZ_ADMM00000000;
E. faecium Com12, GenBank NZ_ACBC00000000; E. faecium TX1330, GenBank NZ_ACHL00000000; E. faecium E980, GenBank ABQA00000000; E. faecium
E1039, GenBank ACOS00000000; E. faecium E1071, GenBank ABQI00000000; E. faecium E1162, GenBank ABQJ00000000; E. faecium E1636, GenBank
ABRY00000000; E. faecium E1679, GenBank ABSC00000000; E. faecium U0317, GenBank ABSW00000000; E. faecium DO, GenBank NZ_ACIY00000000.1;
E. faecium TX133a01, GenBank NZ_AECJ00000000.1; E. faecium TX133a04, GenBank NZ_AEBC00000000.1; E. faecium TX133B, GenBank
NZ_AECI00000000.1; E. faecium TX133C, GenBank NZ_AEBG00000000.1. Strains 1231408, PC4.1, and Com15 lack a BAPS (sub)group designation because
STsextractedfromthegenomesequencesofthesestrainswerenotassignedyetatthetimetheBAPSanalysiswasperformed.Toimproveresolutionoftheupper
part of the tree, the top 22 non-BAPS 1 strains were separately clustered using the minimum evolution method.
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fairlyrestrictedrecombinationbetweenthesegroups(Fig.3Aand
B;seealsoFig.S4inthesupplementalmaterial).Nevertheless,the
geneﬂowdiagramshowsadmixturebetweenBAPS2andBAPS3,
with almost 5% of the sequences in BAPS 3 having characteristics
of BAPS 2, while for genotypes in BAPS 2, only 0.25% of the
sequenceshavecharacteristicsofBAPS3.InBAPSgroups1,4,and
6, at least 94% of the sequences are characteristic of that group,
pointing toward restricted recombination also in these BAPS
groups (signiﬁcance of admixture was determined for each ST
using the threshold of P values of 0.05). In contrast, BAPS 5
shows more mosaicism, with substantial gene ﬂow from BAPS 1,
2, 3, and 6.
AlthoughlevelsofadmixtureseemtoberelativelylowinBAPS
groups 2 and 3, it is apparent from Fig. 3 that some mosaic geno-
typesdoexist.MoreSTsinBAPS3(15%)showedadmixturethan
in BAPS 2 (6%). Within BAPS 3, admixture was most explicit in
subgroups 3-2 and 3-4, which were entirely composed of mosaics
(see Fig. S4 in the supplemental material). In BAPS 3-2, the most
commondonorisBAPS2(49%ofSTs),whileinBAPS3to4,67%
ofSTscontainsequencescharacteristicofBAPS2,andtheremain-
ing 33% of BAPS 1. As such, BAPS 3-2 and 3-4 represent clear
examples of populations identiﬁed by the BAPS software from
traces left by recombination events (31). This suggests that the
extent of recombination is unevenly distributed among the lin-
eages of E. faecium, similar to the earlier reported ﬁndings for the
Pneumococcus and Meningococcus based on comparable data and
analysis (32, 36). However, given the relatively small number of
isolates found in these populations, the potential importance of
this ﬁnding for the E. faecium population biology remains open
for further examination. Relatively high levels of admixture in
BAPS 3 were found in STs from nonhospitalized persons (30% of
STs) and pigs (40% of STs), while among STs from hospital iso-
lates in BAPS 3, most notably in BAPS 3-3, the number of signif-
icantly admixed STs was low (3% of STs) (see Table S4 in the
supplemental material). There was no signiﬁcant association (es-
timated by ORs and conﬁdence intervals [CIs] as previously de-
scribed) between ampicillin resistance or the presence of esp and
STs with signiﬁcant admixture. Detailed analysis of admixture in
MLST gene sequences by characterizing molecular variation at all
sitesindicatesthattracesofadmixturearepresentinallMLSTloci,
andthustheseresultsarenottheresultofanomalousancestryata
single gene (data not shown).
Mixed cultures can produce erroneous evidence for recom-
bination between named species. Three BAPS groups contain
divergent alleles, apparently reﬂecting recombination between
FIG 3 Admixture analysis in the Enterococcus population. (Top) Admixture analysis of 519 distinct enterococcal genotypes. Each column represents a single
MLST and is colored according to the proportion of genetic variation assigned to each BAPS group. The ﬁnal cluster assignment is shown by the color
underneath.(Bottom)GeneﬂownetworkidentiﬁedintheEnterococcuspopulation.Arrowsindicatetheaveragefractionofsequencevariationobtainedfromthe
source cluster by clones assigned to the target cluster. Circular loops indicate the fraction of variation estimated as not arising from outside the BAPS group.
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volving atpA, gdh, gyd, and adk, contain a mix of E. faecalis and
E. faecium alleles, while BAPS 5 contains mainly individual diver-
gentatpAE.faecalis-likeallelesandasingleSTharboringanallele
typical of Enterococcus hirae as identiﬁed by BLAST. The small
number of isolates (24; and 21 STs) contained in these BAPS
groupsrepresentisolatesfromhospitalizedpatients(15),nonhos-
pitalized persons (1), farm animals (4), the environment (2), and
unknown origin (2), from 9 countries (Brazil, China, Finland,
France, Netherlands, Portugal, Spain, Taiwan, and United King-
dom).
Such mosaic STs can be generated either by genuine recombi-
nation between named species or by mixed cultures that yield
sequences from both species present. Repeated culture and se-
quencing of eight BAPS 4 isolates with ST105, ST164, ST325,
ST326,ST331,ST332,ST353,andST357andthreeBAPS6isolates
with ST419 revealed allelic proﬁles that were not identical to the
ones reported for these STs in the MLST database. The “new”
allelicproﬁlesfortheseSTsdidnolongerincludetypicalE.faecalis
alleles, indicating that these STs in fact do not represent mosaic
STs but most probably were the result of mixed cultures. This
means that these STs most probably do not exist. BAPS 5 isolates
with ST366, ST367, ST369, ST394, ST405, ST428, ST436, ST444,
and ST484 as well as BAPS 6 isolates with ST335 and ST362 were
not available for testing, and we propose that the evidence of re-
combinationintheseSTsshouldbeassumedtobeanexperimen-
tal artifact, as in the case of BAPS 4 and BAPS 6. These results
indicate that the utmost care must be taken when inferring rare
recombination events over large distances.
DISCUSSION
Multiresistant E. faecium has become one of the most important
nosocomial pathogens. Emergence of multiresistant E. faecium
strains is a problem at multiple levels. From a clinical perspective,
they are among the most resistant opportunistic nosocomial
pathogens, with an increasing impact on patients receiving health
care. Moreover, in terms of the emergence of resistance and their
considerable capacity of genetic exchange linked to high recom-
bination rates, E. faecium is the perfect hub for resistance genes
facilitating horizontal gene transfer among bacterial species. A
high relative recombination rate means that eBURST, a popular
cluster algorithm for MLST data, cannot reliably delineate the
patterns of recent evolutionary descent of E. faecium (28). Here,
we have used BAPS software to probe the genetic structure and
evolutionofE.faecium.TheBAPS-basedpartitionrevealedanon-
random distribution of animal isolates among BAPS populations
and a signiﬁcant association of isolates derived from hospitalized
patients with speciﬁc groups that are negatively associated with
isolates from farm animals. This is consistent with previous ﬁnd-
ings that demonstrated host speciﬁcity and distinct clustering of
animal and human community isolates from clinical isolates
based on clustering of ampliﬁed fragment length polymorphism
(AFLP) proﬁles (38) and on comparative genomic hybridizations
using an E. faecium mixed whole-genome array (14). The obser-
vationisalsoconsistentwithpreviousanalysisofMLSTdataatthe
level of individual STs, conﬁrming that the majority of hospital
outbreak and infectious isolates are genotypically distinct from
the majority of human commensal and animal isolates. Conse-
quently,antibiotic-resistantclonesoriginatingfromfarmanimals
appear not to be responsible for the emergence of antibiotic-
resistant E. faecium in hospitalized patients (27). However, the
previous ﬁnding of indistinguishable vancomycin resistance
transposons in pigs, nonhospitalized persons, and hospitalized
patients indicates that while animal-derived E. faecium clones
containing antibiotic resistance genes may not be responsible for
infectionsinhospitalizedpatients,theresistancegenesthemselves
maybelaterallytransferredfromanimalisolatestohumanclinical
isolates (16).
Three E. faecium STs, ST17, ST18, and ST78, and STs repre-
sentingtheirrecentevolutionarydescendantsaresigniﬁcantlyen-
riched among clinical and outbreak-associated isolates of hospi-
talized patients and represented major subgroup founders of the
previously designated CC17, a presumed hospital-derived sub-
population of E. faecium that has spread globally (4, 7, 8, 39, 40).
BAPS, however, resolved CC17 into two different subgroups,
BAPS2-1andBAPS3-3,withST78anddescendantsbelongingto
BAPS 2-1, separated from ST17 and ST18, both belonging to
BAPS 3-3. This is consistent with the suggestion that CC17, as a
monophyleticentitycontainingthemajorityofhospitalisolates,is
probably an artifact of documented problems with eBURST-
based clustering (28), which have led to erroneous linkage of the
three main hospital lineages (lineages 17, 18, and 78) into CC17.
TworecentcomparativegenomicstudiesofE.faecium,includ-
ing 8 to 21 isolates, for which draft whole genome sequences were
available, identiﬁed a deep phylogenetic split between two E. fae-
cium clades that were designated clade A and clade B (using the
terminology of Palmer and coworkers [41]) or commensal (CA)
and hospital (HA) clades (using the terminology of Galloway-
Peña and coworkers [42]). We found, using essentially the same
genomesequencedata,thesameancientsplitwithisolatesbelong-
ingtoBAPS1clusteringinaseparateclade(BorCA),whilethose
belonging to all the other BAPS groups clustered in clade A (or
HA). Also, the topology of the phylogenetic tree described in a
recent publication by Lam and coworkers (43) that includes the
ﬁrst complete genome sequence of an E. faecium strain is highly
similar to the subtree we show in Fig. 2, representing only the
upper 22 non-BAPS 1 strains. Our study, however, revealed that
BAPS 1 isolates do not solely represent community isolates but
that43%ofBAPS1isolatesalsorepresentisolatesrecoveredfrom
hospitalizedpatients,indicatingthatcladeBortheCAcladeisnot
representative only for community isolates. Similarly, isolates be-
longing to the other BAPS groups do not only include hospital
isolates but also represent the vast majority of farm and pet ani-
mals, which indicates that clade A or the HA clade is not exclu-
sively representative for hospital isolates. More importantly, our
BAPS analysis demonstrated that hospital isolates belong to dif-
ferent evolutionary clusters and thus do not share a recent com-
mon ancestor—recent in this sense meaning since the establish-
ment of modern hospitals and the dawn of the antibiotic era. The
diversiﬁcation of hospital-associated clusters is something that
has happened relatively recently compared to the deep split be-
tween the two clades mentioned above, because appearance of
large-scale hospitals and the use of antibiotics represent very re-
cent events in evolutionary time. Using whole genome sequence
informationof21humanE.faeciumisolates,thesplitbetweenthe
CA clade and HA clade was calculated to have occurred between
300,000and3millionyearsago,whilestrainsintheHAcladewere
estimated to have diverged from each other ~100,000 to
300,000 years ago (42). However, with a poor sampling of strains
(a relatively limited number of strains, which were all human de-
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tion rates of Escherichia coli and Bacillus anthracis, it is nearly
impossible to say anything serious about divergence times for a
veryrecombinogenicorganismlikeE.faecium.Onewouldneedto
carefully purge the data and be very certain that almost all varia-
tion that is left is due to mutation. Even then it is not easy to
calibrate the clock and estimate divergence times, since mutation
and recombination frequency may differ between bacterial popu-
lations that reside under different selective pressure.
The ﬁnding that ST78 is part of a different BAPS group (BAPS
2-1)thanST17andST18(BAPS3-3)suggestsadistinctevolution-
ary history for hospital lineage 78. This is supported by the
neighbor-joining tree based on concatenated MLST gene se-
quencesofBAPS2andBAPS3(sub)groups(seeFig.S3),aswellas
aClonalFrameanalysisofthepopulationpresentedinreference5.
While STs 17 and 18 (and descendant STs) are grouped in BAPS
3-3, which is signiﬁcantly associated with hospital-derived iso-
lates,lineage78coclusterswiththemajorityofanimal,speciﬁcally
poultry, isolates in BAPS 2-1. Based on this observation, we hy-
pothesize that the genetic evolution of hospital clones belonging
tolineage78possiblyinvolvedanimals(poultryorpetanimals)as
the ancestral origin since poultry isolates constitute the largest
proportion of animal isolates in BAPS 2-1 and because lineage 78
was also signiﬁcantly associated with STs from pet animals (data
not shown). In fact, it is not implausible to speculate that the
hospital-associatedlineages17,18,and78allarosebyconnection
to animals. BAPS 3-2, which is also signiﬁcantly associated with
animals and evolutionarily closely related to BAPS 3-3, that in-
cludeslineage17andlineage18,containsarelativelyhighpropor-
tion of pig isolates (29% of all isolates in this BAPS group).
The observed coclustering, based on gene content, of E. fae-
cium hospital isolates belonging to lineages 17, 18, and 78 (14)
indicatescumulativeacquisitionofadaptiveelements,suchasam-
picillinresistanceandtheespvirulencegene,byspeciﬁcgenotypes
multiple times during the evolution of E. faecium. Future whole-
genome-basedphylogenomicsanalysiswillprovidemoreinsights
into the evolutionary history and gene content of isolates belong-
ing to the lineages 17, 18, and 78 and the order with which partic-
ular adaptive loci and phenotypes, such as ampicillin resistance
and esp, were acquired. If true, this suggests that the continuous
rise of nosocomial E. faecium infections is not the result of clonal
expansion of a single successful clone or lineage that emerged in
hospitals20yearsagobutofconsecutivewavesofdifferentclones/
lineages that have evolved and were subsequently selected in hos-
pitals.
Despite high estimated levels of recombination in E. faecium
(4, 27), admixture and gene ﬂow analysis indicated limited
amounts of admixture between BAPS groups. Of the three largest
BAPS groups (1, 2, 3), E. faecium isolates in BAPS 3 show higher
levels of admixture, with mosaic genotypes concentrated among
isolatesfromnonhospitalizedpersonsandpigs(seeTableS4inthe
supplemental material). This may reﬂect an increased ability to
accept foreign DNA or greater ecological opportunity for recom-
bination. It remains to be investigated which mechanisms are re-
sponsible for the observed higher admixture level in BAPS 3. Re-
cently, Manson and coworkers described chromosome-
chromosome transfer of resistance and virulence genes as well as
MLSTmarkersbetweenE.faecalisstrains(44).Thisindicatesthat
plasmid-mediated mobilization of chromosomal DNA contrib-
utestoMLSTdiversityinE.faecalis(44),anditisnotunlikelythat
similar mechanisms may exist in E. faecium. Hospital isolates, ei-
ther contained in BAPS 2 or BAPS 3, display only low levels of
admixture, which may point to genetic isolation of hospital-
derived E. faecium.
In conclusion, BAPS analysis provided new insights into the
population structure of E. faecium, suggesting that CC17 should
be divided into constituent groups descending from STs 17, 18,
and 78. This analysis, as well as previous typing data, indicates a
certainlevelofhostspeciﬁcityandsuggestsecologicalisolationfor
someE.faeciumpopulations.Forthehospitalpopulation,wepro-
poseamodelofenterococcalevolutioninwhichstrainswithhigh
invasivepotentialarisethroughhorizontalgenetransfer,butonce
adapted to the distinct pathogenic niche the population becomes
isolated and recombination with other populations declines. This
corroborates previous observations that hospital isolates carry a
number of resistance and putative virulence genes not found
among community/animal isolates. Analysis of the composition
of the E. faecium hospital population over time from literature
references suggests successive waves of successful E. faecium STs
fromlineages17and18intheyears1990to2004(8)tolineage78
from 2005 (7, 39, 45, 46, 47, 48, 49). The recently successful hos-
pital lineage 78 (BAPS 2-1) seems to have an evolutionary history
which is distinct from lineages 17 and 18 (BAPS 3-3) that domi-
natedinthe1990sandmayhaveevolvedfromfarmanimals,most
probablypoultry,orpetanimals.TheemergenceofE.faeciumasa
leading nosocomial pathogen has paralleled the emergence of
these three genetically distinct hospital lineages with increased
potentialofhospitalspread.Theselineagesareenrichedinproven
and putative virulence genes, like the esp gene and other genes
encoding surface proteins and surface appendages like pili (20)
that have enabled speciﬁc hospital-adapted clones belonging to
these lineages to colonize and invade hospitalized patients. The
ﬁnding that successful hospital-adapted E. faecium strains may
evolve from different genetic backgrounds, including those that
prevail in animal reservoirs, has consequences for the potential
ﬂowofgenesconferringresistanceorvirulencethroughtheE.fae-
cium population contained in various human and nonhuman
ecological niches. Improved understanding of population struc-
turecanassisteffectivecontrolbydeﬁningthosepartsofthepop-
ulation most associated with particular settings, such as health
careoragriculture.Theﬁndingofdistincthealthcareandagricul-
turalpopulationsofE.faeciumwillalsofacilitatefutureresearchin
disclosinggeneticdifferencesbetweenthesepopulations.Thiswill
improve our understanding of the pathophysiological processes
that have led to adaptation of the three major hospital lineages to
the hospital environment. Increased insights in genes or genetic
elements implicated in hospital adaptation may lead to the iden-
tiﬁcation of novel targets for antibiotics and immunotherapy to
combat E. faecium infections.
MATERIALS AND METHODS
Bacterial isolates. MLST data from 1,749 enterococcal isolates (1,720
E. faecium and 29 E. faecalis isolates), representing in total 519 different
STs (491 in E. faecium and 28 in E. faecalis), were included in this study.
The 491 STs in E. faecium as well as the concatenated sequences of the
seven MLST genes are accessible through and can be downloaded from
theE.faeciumMLSTwebsite(http://efaecium.mlst.net/).The29E.faeca-
lis isolates represented all the isolates for which whole genome sequences
wereavailableatthetimeofanalysis(January2011).AllelesandSTsofthe
E.faecalisisolateswereassignedinsilicousingthewholegenomesequence
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8
® mbio.asm.org July/August 2012 Volume 3 Issue 4 e00151-12data following the E. faecium MLST scheme. Metadata of the included
isolates are shown in Table S1 in the supplemental material.
Population genetic analysis. Population genetic analyses were per-
formed using BAPS software (30) with the second-order Markov model
and the standard MLST data input option, similarly as described in refer-
ences 31, 32, 34, and 36. The optimal number of clusters was calculated
using 10 runs of the estimation algorithm, with the prior upper bound of
the number of clusters varying in the range of 10 to 30 over the 10 repli-
cates.AllestimationrunsyieldedanidenticalpartitionoftheSTdatawith
7clusters(estimatedPvalueof1.000).Admixtureanalysiswasdoneusing
100 Monte Carlo replicates for allele frequencies and by generating 100
reference genotypes to calculate P values. For reference cases, we used 10
iterations in estimation according to the guidelines of reference 50. Mo-
saicism is deﬁned as STs composed of sequence characteristic of more
thanoneBAPSgroup.Signiﬁcanceofadmixtureormosaicismwasdeter-
mined for each ST using the threshold of P values of 0.05. Phylogenetic
analysis of E. faecium BAPS 2 and 3 (sub)groups was performed using
MEGA version 4 (51). A neighbor-joining (NJ) tree was constructed with
themaximumcompositelikelihoodmodel,assumingrateuniformityand
pattern homogeneity.
The presence of E. faecalis STs in the data set leads to a substantial
number of sites where molecular variation is ﬁxed between the two spe-
cies, reducing the resolution of clustering within the E. faecium popula-
tion. We therefore performed a consecutive clustering of the E. faecium
BAPSgroups2and3usingonlythedatafromeachrespectivegroup.Also,
in this analysis, 10 replicate runs of the estimation algorithm were used,
withthepriorupperboundofthenumberofclustersvaryingintherange
of 2 to 10. Again, the resulting estimates of the partition of STs were
strongly supported by the posterior distribution (estimated P value of
1.000).Thissecondrunﬁnallyyielded13BAPSclusterswithinE.faecium
and one cluster including all E. faecalis isolates. Although the E. faecalis
STs were all assigned to a single cluster, one cannot rule out the presence
of multiple lineages among them: the limited number of E. faecalis STs
availableforthisstudymeansitisnotpossibletomakedetailedinferences
about the E. faecalis population. Relationships between STs were esti-
mated by eBURST (3).
Calculation of odds ratios. ORs and 95% conﬁdence intervals (CIs)
were calculated relative to all other BAPS groups in the database. Associ-
ations were calculated between BAPS groups and lineage and source as
ad/bc, where a is the number of isolates from hospitalized patients, farm
animal related, or other sources (surveillance isolates from nonhospital-
ized persons, isolates from pet animals, and environmental isolates), fall-
ing into a given BAPS group, b is the number of isolates falling into the
same BAPS groups but lacking the particular feature in question, and c
and d are calculated analogously to a and b, respectively, but using all
isolates in the remainder of the E. faecium database. The total number of
isolates from a source category falling into a given BAPS group, as well as
the total number of isolates from that source category, is indicated in
Table 2. The total number of isolates included in this analysis was 1,645,
becausestrainsfromunknownsourcesandE.faecaliswereexcludedhere.
To correct for any bias arising from repeated records in the MLST
database with the same genotype and from the same source, ORs and
95% conﬁdence intervals for associations of individual STs with source
were also calculated as indicated above. This “clone correction” will mit-
igate the bias that could be introduced by multiple testing of the same
genotypeduetooutbreaksorso-calledmicroepidemics.Thetotalnumber
ofSTsfromasourcecategoryfallingintoagivenBAPSgroupisindicated
inTableS2inthesupplementalmaterialaswellasthetotalnumberofSTs
from that source category. The total number of STs included in this anal-
ysis was 511, leaving out the E. faecalis STs and STs from isolates from
unknown sources. STs found in multiple source categories were counted
multiple times.
Phylogenomics analysis. Phylogenomic analysis of E. faecium was
performed using 29 previously sequenced E. faecium genomes. A set of
299 protein sequences were identiﬁed in all 29 E. faecium genomes using
BLAT software version 335 (52) out of an initial set of 649 orthologous
protein sequences selected previously (15). Protein sequences were
aligned and concatenated using Geneious Pro 4.8.4, and subsequently
phylogenetic reconstruction was inferred using the minimum evolution
method, including bootstrapping with 1,000 iterations, using MEGA 4
(51).
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